Document made available under the 
Patent Cooperation Treaty (PCT) 

International application number: PCT/JP05/002335 
International filing date: 16 February 2005 (16.02.2005) 



Document type: Certified copy of priority document 

Document details: Country/Office: JP 

Number: 2004-040376 

Filing date: 17 February 2004 (17.02.2004) 



Date of receipt at the International Bureau: 14 April 2005 (14.04.2005) 



Remark: Priority document submitted or transmitted to the International Bureau in 
compliance with Rule 17.1(a) or (b) 




World Intellectual Property Organization (WIPO) - Geneva, Switzerland 
Organisation Mondiale de la Propriete Intellectuelle (OMPI) - Geneve, Suisse 



PCT/JP2005/002335 



H * 11 # M 1 ff 18.02.2005 



JAPAN PATENT OFFICE 



* ji — * * £ * we 1" * o 

This is to certify that the annexed is a true copy of the following applicaUon as filed 
with this Office. 

ft m R B 2 0 0 4^ 2^170 

Date of Application: 



B m * # 2004-040376 

Application Number: 

[ST. 10/C] : [JP2004-040376] 
Applicant(s): 





ffitE*-^ ffifE# 2005-3028330 



12004-040376 



1/E 



»H] 

[@I»I^Hll] 
il 

[*w#] 

[ft*] 

[#fr-miiA] 

[«B0#^] 

[ft*Z^*#l 
[ftSA] 

[»J#^] 

[#S±] 

[ft*3U±*f*] 
[IftLf:(tIA] 

[»J#-^] 

[#a±] 

[ft*X«*^] 

[#a±] 

[ft*Zti*^] 

[#a±] 

[ft*Xti*^] 

[fiaiftftogjii 
[*»#£] 
[%#*] 

[%#*] 
[%#*] 



510-1388 
«16^ 2^17 0 

C12Q 1/04 



303040183 
100088155 

^#;n 

100089978 
100092657 
100128381 

vt7X mm 

014708 
21.000R 

#fFft^col£H 1 

mm* i 
mia l 



ffifE# 2005-3028330 



12004-040376 ^-v : 1/E 

e,S«*V^^V*^Kfc*fe**, ^7^7^ • vx^^x (Malephxlus cerev 
isiae) ftffiffl^^^ v--fey K 

tf ->:r. (Malephilus cerevisiae) c0t^tB3^feo 



ffifE#2 005-3028330 



#SI 2004-040376 



[ftSi] 

imfrxm 1 1 09-820071 

[#S^»2] #12 0 0 1 - 1 4 5 4 9 2-*&# 

[^Jftf^SU ] J. Am. Soc. Brew. Chem. : 51(4), 158-1M, 1W5 

ti-tm^Mmmr^^Vy^^'^^^^^^ (Malephilus cerevisiae) <Dfo 
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ttft^vw^^ • yxK'yx (Malephilus cerevisiae) **itS-ki-; 
:#U Malephilus cerevisiae SBC8034^ (^W^&j « 1 & J> ; ✓ 

K3*LT*S»K -ewfEffttFERM BP- 0 8 5 2 8t*4. 

toi°JLi\^ M r/? ph i 1 i s cer ' 

vistaeO 1 6 S r RNAl^^«t^t^^/,6> Malephilus cer 

[^CD«] 

[0013] _^ 
[0 0 14] 

5TS *«* * * «»tt^9A^«T^aMal eP hiluscerevisiaeO 

U^, Malephilus cerevisiae***-*- * JnttfflT* 0 , Jk^ 1 ^?^"^ 

* * V** F^Ualephilus cerevisiae^ffiJB ^ * J 

f «£* Xff 55 ^-mrh« v 7^x7 *mm ttwrt* t fc we* * 

o 
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#112 0 0 4 - 0 4 0 3 7 6 ^-v : 3/ 

[0 0 17] 

<Malephilus cerevisiaeO^tB > Xtf**L*fl!v»fcMalep 

«BJ<7>Malephilus cerevisiaefcffiffl 7 7 4 -7 -c ; rzfcu -c c/w * 

n.K^^, Malephilus cerevisiaeO 1 6 S r RNAtfoi-^Ite^WS 
imMom^mr^ Malephilus cerevisiae f ^1t^^, !^(^ 

tS£?S Vim # ? * * - * v>* * * k * 9 D N A *» * - fc t T i i 

#y <K 1 6S r RNAlWo^9^^7> 

RT-PCRftttt, »|US^RNAt*Sfct^ c DNA** 

ku #^t/;cDNAWfcUPCR»H^^o 

* j.j*t«* Malephilus cerevisiae^*fl9^>f 7 U ^ < ^T* 7^ 7 



* SSSSS?«SSr S YB R G r e en I * *«JU_» 

i^OMalephilus cerevisiae^ffiffl 77 4^-** ^f^^^li^ 

<?> tttt+KMalephiluB cereviaiae##S *fCV*fc *5*©40;»E*tr 9 - fc* ^» 
„ Malephilus cerevisiae0^ffi# ? ^li&"^& £ o 
[0 0 2 3 ] 
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[0 0 2 4] 

xf 6 K7F-rm.mmfr h & & * v ? v * * b * & - 1 *mwt ti-& 0 s 

K?Flrm.mmfr b & & * V 9 V**f> Kli, 16S r RNAiIfS^-<75.2.~^-^;i/ 
[0 0 2 5 ] 

^^<7> tf-;^isi©tm • msuffi - y-t y h t± N tM^xmm^ 4,7,5 

fc^til&BE^J^ibfc*:*-'; =f** i^f- K^f,^^it Mtt^ a ^c^n-y-t y 
[0 0 2 6] 

[ 0 0 2 7 ] 

• mmumzx 19 ^-/wi^m^m • mm-t&Kit, *<r y mm m*. 

[0 0 2 8] 
[0 0 2 9] 

&LC Red 6 4 0M f LC R e d 7 0 5 *Ltv»4 (&T, fti-fti TR e 

d 6 4 0 zfu - Raf rRed 7 0 5 7'n-7'J tv^ 0 ) „ -2f, BB?fl#-f- 5 Kft-t 
i&mmfrhft&t V ? V**f- Kfi, 3' 5|t»**F I TC-C«tlft3*lTV>;& (JSJIT, 
rFITC7°n-rj iv^„ ) o fit, &"fu-?\±^ F I T C y°u — ~f<D 3 ' 5fc*& 
tRed64 07°n- zTRWR e d 7 0 57*n-7W5' « fc L T If - ^Sfll 

(ommmyit^^y^) yjx-tz a 7 ^»$ttrv^ 0 ffl&wfrizF i Tcrn-rt 

R e d 6 4 0 "fn--? (XJiR e d 7 0 5 |:a^7'J ^XLO^ 

ttSS-C, 7 'J v KCF I T C ©B&fefcROjfefclRUJt-*-* , FRET (M^HH-^* 
)V¥-W>W)) R e d 6 4 0 (XiiR e d 7 0 5) 0^3fc&*03te*««iSf$*L*o 

to«»*'e>»JK«:±#§*-Cv» <t, Fi TCyn-^sof/xiiRe d 6 4 0 
7° (XliRe d 7 0 5 ^-7) ^TOLT^mWffr^flJ^TV^ ftl|:^oTF 
RETi , 4t4< ^ 0 R e d 6 4 0 (Xt±R e d 7 0 5) Ltv> < 0 

[0 0 3 0] 

F I T C ~fu - y&OVOUi Red 6 4 07°n-7 CXJ± Red 7 0 57"n-7) {± % 
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#fg 2 0 0 4 - 0 4 0 3 7 6 : 5/ 

o JMfcSM' ^ Malephilus cerevisiaeJi&tJ 6 5°C^ Megasphaera cerevi s iae (if-1 4 8 °C 
JlklPffi 5 6 °C> Pectinatus frisingensist£"c"'li) 6 3 °C\ Pectinatus cerevisi iphi lusii 
$54 t:^l!M§?ag£^1-o S**r«>B*#SJ£ ^ - ft & iiCiO, 

[0 0 3 1 3 

[ 0 0 3 2 ] 
[0 0 3 3 ] 

(Slifefll 1 ) M. cerevisiaeOOTU- <£ & tf-;K^?S^i 
M. cerevi s i ae SBC8034* *■ , 0 . 2 % O 'J > =fgfe * gsjjp l/;GA M*5c^* ( B 7^M 
Utt) TifJS^-frfeo M. cerevisiae SBC8034*|c© 1 e^^*4r*tA *) W^*^^-*' ( 
pH4. 5, 7^3-^5%, Si3 5 0mL) tr-/HKfc£p& 

[0 0 3 4] 

JU ^^fbO«?ftr-^ititf5^f«BtO*BI£ (ppm) ZmLtz$><D~C$)2>o M. 

cerevi s iae SBC8034$c W L SiS tf - ^ iE# if - )V iz Jfc^ V > =fWt* a * 
BftO 2 f&fc o T V> fc 0 
[0 0 3 5 ] 







mm tf-jb 
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1 6 2 


1 8 2 


=1 /\^ it 
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1 6 8 


2 5 5 


Ail 


1 9 1 


2 2 0 


1 1 5 




1 5 8 


2 2 1 


1 4 0 


7pft>l 


< 1 


< 1 





[0 0 3 6] 

(«$)2) 16S rRNA*te?«)i'-^i^ 
(f/ADNA«IS) 
M. cerevisiae SBC8034;f*£, 0. 2 %<7) U y rfgfefcfebn Liz G AM*5^^*^fitB L 
, 3 0°CtCT, 7-14BIW. flSygfcfcfrofco £t^*i4, ^W-x*^ * 

ttl©i^*Si^v\ n 2 :h 2 : C0 2 = 9 o : 5 : 5i:v^MtlTo/:„ & 
5CJ&*LfcM. cerevisiae SBC8034flc^W#*»e>> D N AjfitB?^PrepMan Ultra (7 7°7^f 

[0 0 3 7] 

( 1 6 s r r n AMi^omm • *W) 

±IB7j&^J; y H^L/cDNAttfcBi&JCOV^-C, MicroSeq Full Gene 16S rDNA^ y h 
(T7°7j F • /^ty7fAXy>A7|i) £fflV>T, M. cerevisiae SBC8034*cD 1 
6S r RNAjtfST-^v-^^^^^tf oTCo ~> - ^ > * h ftfcM. cerevis 

iae SBC8034^<Z) 1 6 S r R N A*fc^KyiJ *Wffltt 1 i:^to *m-fET@2^J(4^ If 

- ;v & & « $ * m*m -e**^*^*-* ^im^ ^7x?i 
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IfcSffcfi 1 JNRSftTv^WLOflt&^Byfli: & — SL4^^, lot, M. cer 

ev i s i ae tt tf - £ flffi $ * £ ft H'M^te ^ 9 A lir&m T * * £ fc 5> ft o 

[0 0 3 8] 

(H#&09 3 ) 'J7^HAPCR*fflv^«. cerevisiaeOtftffl^ =fc OTOSU 
[0 0 3 9] 

m2) 



urn 




LightCycler-FastStart DNA Master SYBR Green I* 
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Zf=> -f (1 0 u M ) 


& 1 . 
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MgC I 2 ( 2 5 m M ) 


1 . 
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1 3 . 
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D N AttStli^ 


0 . 
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JL 
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a BT 


2 0 . 
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[0 0 4 0] 

£(S*«lCLightCycler^>f y ^e/^-rA330(tiy */a • 7 4 T 7 S <{ v ? M±U) 
im^\ 9 5tT'l 0MIL/:f, 1 >f * ;U * 9 5 *CTM 5#fSh 5 0°C-C5#^ 
, 7 21C"C2 0#>IWfc U %tl*A Q*rJ?)Vm*)tei-Z.tl<Z£ V) PCR*fifofc e 
[0 0 4 1 ] 

■fil*i swiftly 2 o °c/#<o#j^-e 9 5 1; £-C7aK£±#s-££ 0 iojnsfe 

Of^ 5 3 0 nmOfjfelS^0. 2 *Cftfcill5feU -^-ft©— &«#4>fc<&4ll (- d F 
/dT) ^7°n y h LXSlZZ, \£-?\zZ i) fcfcjg Lfco 

[0 0 4 2] 

_S&3 K*^ 41*© P C Ri»C^ L t«i*fiJSft 8 8 °C«0 tf- * rt*ffi3g Lfctf»5tf»* 
3tto §£3*»feWe>*»ftJ: 9tC, M. cerevisiae©*^ 8 8 T^illtftffijg^l-H 0 - ^ 
j&*HfS$ftfco @e^J#-i-2^0 J 3 \Z7frirM.m£nfrh =r* Z UJr 

f- Kjfrfcft* «f v--tr 7 h £J8v*£ i t «£ 19 „ M. cerevisiae^#M6*)H^fflT'i 

[0 0 4 3] 

ft£, Lfc— WBW (t';*°nE*-;^Ift) Cov^li, HifeM 2 b |WJ#<7)^ 
feic J: 19 , 1 6 S r R N Ait^Ifi^J^ h Ofl^^fto tz 0 
[0 0 4 4] 
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0 0 O Uj 


i& m (^ v 7 AH141I) 


88°C<£> 


Malephilus cerevisiae SBG8034 




1 antfthao ! 1 1 lie; hrev'lS SBC8003 

LacTioDaciiiub uicvio u l-< w o v w w 




Malephilus cerevisiae SBG8065 


+ 


Lactobacillus brevis 1D197-1 


- 


Malephilus cerevisiae SBG8066 


4- s 


i «-4./vU«n i i I nc rnllinoides 
LactoDaci i ius 1,01 1 ih« 

JGM1123 




Pect inatus cerevisi iphiuls 
VTT-E-79105 




1 „ „ 4. ^ u ^ ^ I 1 1 He h m r h n p r i 1IGMII10 
LaCTODaCI I 1 US U U u M 1 1 c I 1 u u hi i 1 i »-» 


— 


Pectinatus f r isingensis 
VTT-E-79100 




1 r ,„4.„i 1 / 1 « ; 1 lite lindneri 
LactoDaci 1 ius 1 " |u " ci ■ 

VTT-E-82166 




Pectinatus fr isingensis ID107-9 




LaCTODaCI 1 IUS pal auaoci 

ID196-1 




Megasphaera cerevisiae JGM6129 




LactoDaci 1 ius in a 1 c 1 c ■ me w tana 
I U I 4U-o 




Prevotella corporis JCM8529 




1 r>^+Ak.^ i 1 inc nlantarum 
LactoDaciiiub p 1 flnbui uri 

I v 1 0 O 1 




7\/mnmnna«i mobillS SUbsp. 

mobi I is IF013756 




Lactobaci 1 lus coryniformis 
subsp. coryniformis JGM1164 


- 


Enterobacter aerogenes JCM1235 




Pediococcus datnnosus BC8022 




Klebsiella aerogenes ATCG15050 




Lactococcus lactis ID169-1 




Rahne! la aquati I is ID252-2 




Staphylococcus warneri 1D249 




Gedecea davisae ID313-9 









JCM: Japan Collection of Microorganisms, Saitama, Japan 
ATGC: American Type Culture Collection, USA 
VTT : Valtion Teknillinen Tutk i muskeskus, Finland 
SBC, ID: +h V tK □ t? — JU#£t& 



\mmm 4) 'jt^mapcr*! v» fc«tt*«te ^'^ PMfeW *>*ffi * * ^« 

^If^tlV^l- 5' TGGAGAGTTTGATCCTGGCTC-3' ) *tf«^»*3R*6 
W&4UVrf^WK (3' ***';*»<tU 5' f«JLC Red64 

[0 0 4 6] 
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*nr .Tt=-. 


LightCycler-FastStart DNA Master liyDr i a i zat i on 
Probes* 


. \J JJ. 1— 


-f - s — ( 1 o K M) 

^/^/n^ \ 1 ^ M |V> * — 


=& 1 . 0 L 


Z? P — -J (1 0 V M ) 


& 0 . 4 jK L 


M g C I 2 ( 2 5 mM) 


1 . 6 jU L 




1 1 . 7 L 


D N Att4)l 


0 . 5 jt/ L 


P pT . . — 


2 0. 0 |i L 



LightCy C ler^^>*xA330 (n v -> * • £fT *V *^ 4 ? £ *tt 
50>|BU 7 2W2 0 #W U -ttL* 4 0 * /Hfc «5 iSi- - £ *" ± "5 P C R *tro fe 0 

PCRiTkBli^T9 5tttfiSt±#H^ g*>K4 0°C£ "CifriPU J 
Aft* 1 58>H«*rL;fc*L 2 0 TC/fJ^M^ 9 5ti-ClKt±#S*fc. ^» 

6 4 0 nrf^ 1 0 nm©**Sfc**0. 2 WiyPJJteU 
ji^g (-dF/dT) ^-7°n ? > L-C4U4^-^i:i «3 Bt«liSlJK**56U^o 
[0 0 4 9 ] 

-toft*, M. cerevisiae SBC8034*ii 6 4 0 nm^6 5 °C, Megasphaera cerevisia 
e JCM61290M* 6 4 0 nmtfi4 8 5 6 °C, Pectinatus frisingensis VTT-E-791 

<XM*tt 7 1 0 nmX^ 6 3 TC, P. cerevisi iphi lus VTT-E-79105*t± 7 1 0 nmU* 5 4 

rott*******-*^***^ 0iOT2ii> -dF/ 

dT) fcfflJK (°C) fc©iI^St)tlWt^^o HI t±6 4 0 nmKi5»T* (a) 
Megasphaera cerevisiae JCM6129*2^ ( b ) M. cerevisiae SBC8034ttOrt»ft*l*, 
g|2t±7 1 0 nrntcjotf^ (c) P. cerevisi iphi lus VTT-E-79105*W (d) Pectinat 
us frisingensis VTT-E-79100*WSl»ffl«ft*^-ro ±E©4o©I*Wf f 

^[llll] 1 6 4 0 nrnKSstf* (a) Megasphaera cerevisiae JCM6129#c&U f ( b ) M. 
cerevisiaeSBC8034*|cOil»ffl» , T?**o 

[ @2 ] 7 1 0 nmKfclt* ( c ) P. cerevisi iphi lus VTT-E-791 05*2£l> (d) Pe 
ctinatus frisingensis VTT-E-79100^M#ffi*r?&&o 
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SEQUENCE LISTING 
<110> Sapporo Breweries Ltd. 

<120> A method for detecting and determining obligatory anaerobe Gram-negative 
bacteria 

<130> 510-1388 

<160> 8 

<170> Patentln version 3.1 

<210> 1 

<211> 1395 

<212> DNA 

<213> Malephilus cerevisiae 
<220> 

<221> source 

<222> (1) • • (1395) 

<223> strain="SBC8034" 



<220> 

<221> misc_feature 

<222> (98) . . (98) 

<223> n stands for any base 



tgagtggcga actggtgagt aacgcgtatc caacctggcc gtaagcagag aataggcttc 
cgaaagaaag attaatgctc tatgtagtca cccgaagnca tcggaaggtg accaaagatc 
cgtcgcttac ggatggggat gcgtctgatt aggcagttgg cggggcaaag gcccaccaaa 
ccgacgatca gtagggttct gagaggaagg tcccccacat tggaactgag acacggtcca 
aactcctacg ggaggcagca gtgaggaata ttggtcaatg ggcgagagcc tgaaccagcc 
aagtagcgtg caggacgacg gccctatggg ttgtaaactg cttttgaagg ggaataaagt 
gagcgacgtg tcgttcattg caagtaccct tggaataagg accggctaat tccgtgccag 
cagccgcggt aatacggaag gtccgggcgt tatccggatt tattgggttt aaagggagcg 480 
taggccgctc tttaagcgtg ttgtgaaatg caggtgccca acatctgcac tgcagcgcga 



60 
120 
180 
240 
300 
360 
420 



540 
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actggagagc ttgagggcgc acgacgcagg cggaatttgt ggtgtagcgg tgaaatgcat 600 

agatatcacg aagaaccccg attgcgaagg cagcttgcgg gagcgcacct gacgctgaag 660 

ctcgaaagtg caggtatcaa acaggattag ataccctggt agtctgcacg gtaaacgatg 720 

gatgcccgtt ctgcggcctt cgggccgcgg gaccaagtga aagcattaag catcccacct 780 

ggggagtacg ccggcaacgg tgaaactcaa aggaattgac gggggcccgc acaagcggag 840 

gaacatgtgg tttaattcga tgatacgcga ggaaccttac ccgggcttga attgcagact 900 
gaggtgccgg agacggcacc gtccttcggg aagtctgtga aggtgctgca tggttgtcgt 960 

cagctcgtgc cgtgaggtgt cggctcaagt gccataacga gcgcaacccc tgtctcccgt 1020 
tgccatcagg ttcaagctgg gcacaccgga gagactgccg ccgtaaggtg tgaggaaggt 

ggggatgacg tcaaatcagc acggccttac gtccggggct acacacgtgt tacaatggcc 1140 

ggtacagagc gaaggcgtcc cgcaaggtcc gccgaagcgc caaagccggc cccagtacgg 1200 

actggggtct gcaacccgac cccacgaagc tggattcgct agtaatcgcg catcagccat 1260 

gacgcggtga atacgttccc gggccttgta cacaccgccc gtcaagccat gaaagccggg 1320 
agtgcctgaa gtccgtgacc gcaaggatcg gcctagggca aaatcggtaa ttggggtgaa 1380 
gtcgtaaaaa gggta 



1080 



1395 



<210> 2 

<211> 20 

<212> DNA 

<213> Artificial 

<220> 

<223> a primer 

<400> 2 

ggaaggtgac caaagatccj 



<210> 3 

<211> 22 

<212> DNA 

<213> Artificial 



20 



<220> 

<223> a primer 
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<400> 3 22 
ttgcaatgaa cgacacgtcg ct 



<210> 4 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> a probe 



<220> 

<221> modif ied_base 

<222> (1)..(D 

<223> LC Red640 labelled 



<220> 

<221> modif ied_base 

<222> (21) . . (21) 

<223> phosphorylated 



<400> 4 21 
gccccgccaa ctgcctaatc a 



<210> 5 

<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> a probe 



<220> 

<221> modif ied_base 

<222> (22) . . (22) 

<223> FITC labelled 



<400> 5 22 
ctgatcgtcg gcttggtggg cc 



<210> 6 
<211> 20 
<212> DNA 
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<213> Artificial 
<220> 

<223> a primer 
<400> 6 

ggctttctaa cagggtaccg 



<210> 7 

<211> 22 

<212> DNA 

<213> Artificial 

<220> 

<223> a probe 
<220> 

<221> modif ied_base 

<222> (1)..(D 

<223> LC Red705 labelled 



<220> 

<221> modif ied_base 

<222> (22).. (22) 

<223> phosphorylated 



<400> 7 

accgtcacca accagctaat ca 



<210> 8 

<211> 21 

<212> DNA 

<213> Artificial 

<220> 

<223> a universal primer for 16S rRNA gene 



20 



22 



<400> 8 21 
tggagagttt gatcctggct c 
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(iP/dP-) ^qj^O)Sff&9£^ 
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